Supplementary Fig. 2 NLK is highly expressed in mouse lung tissue (A-B)
Immunohistochemistry and histological analysis of NLK using anti-NLK antibodies, and LacZ expression using beta-galactosidase staining kit, in the lungs and brain of wild type and NLK knockout mice. Supplementary Fig. 7 The levels of VEGF120, VEGF164, and VEGF188 at the mRNA levels in NLK-/-lung tissues isolated from P1. 
Supplemental Material Histopathology and immunohistochemistry
Immunohistochemical staining of 5-µm sections from paraffin-embedded blocks was performed using antibodies against NLK (rabbit polyclonal, 1:100, Abcam), cyclin D1 (rabbit polyclonal, 1:50, from Abcam), phospho-VEGFR1-pTyr1333 (rabbit polyclonal 1:100, from Sigma Aldrich), phospho-VEGFR2-pTyr1175 (rabbit polyclonal 1:100, from Cell signaling), total Lef1 (rabbit polyclonal, 1:100, Thermo Scientific), phospho-Lef1 (mouse monoclonal, 1:100, Millipore), pro-surfactant protein C (rabbit polyclonal, 1:500, Abcam), and Aquaporin 5 (rabbit polyclonal, 1:500, Abcam), using an indirect immunoperoxidase protocol according to the LSAB2-kit (DAKO, Hamburg, Germany). For the negative control, the primary antibody was omitted, and IgG isotype control antibodies did not reveal any detectable staining. Antibody binding was visualized using AEC solution (LSAB2-Kit, DAKO). For immunofluorescent detection, heat-mediated antigen retrieval was performed before application of the primary antibody, and for visualization tissue sections were incubated with AlexaFluor488 (green) or AlexaFluor548 (red) conjugated secondary antibodies, then counterstained with DAPI. Images were taken using an Olympus BX41 microscope.
Supplemental Material

Analysis of cell proliferation using BrdU
To analyze cell proliferation, mice were injected i.p. with a single dose of BrdU (3 µg/g of body weight; Roche) 2 hours prior to sacrifice. Lungs were isolated, fixed in 4% paraformaldehyde, and embedded in paraffin. BrdU (Roche), Ki67 (Abnova), and PCNA (DAKO) antibody staining of paraffin-embedded serial sections was performed according to the manufacturer's instructions.
Analysis of apoptosis in lung tissues
The lungs were isolated, fixed, and embedded in paraffin. The lung sections were stained for apoptotic cells using the In Situ Cell Death Detection Kit, POD (Roche), according to the manufacturer's instructions. Moreover, apoptosis was determined after counting TdTmediated dUTP nick-end labeling (TUNEL)-positive cells using the ApoAlert® DNA Fragmentation Assay Kit (Clontech) in accordance with the manufacturer's instructions. A minimum of five different fields from each lung section was used count the number of signalpositive cells, which were represented as a percent increase or decrease.
Detection of β-galactosidase activity
Brains and lungs from the mice were freshly cut, fixed, and then stained for β-galactosidase (Cell Signaling). Briefly, slides were thawed in 37°C for 2 hours followed by fixation in 0.2% glutaraldehyde for 15 min. The slides were washed twice in 0.1 M phosphate buffer (pH 7.3) supplemented with 2 mM MgCl2. The slides were then put in staining buffer containing 0.1 M phosphate buffer (pH 7.3) supplemented with 2 mM MgCl2, 5 mM potassium ferrocyanide, 5 mM potassium ferricyanide, 1 mg/ml X-gal and incubated in a humidified chamber at 37°C
overnight. After washing, the slides were observed under the microscope and pictures were taken.
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RNA isolation and real-time quantitative PCR
Total RNA was isolated from tissues, organs, and cells using an RNeasy mini kit ( 
